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Relationships between physicochemical drug properties and toxicity were inferred from a data set con-
sisting of animal in vivo toleration (IVT) studies on 245 preclinical Pfizer compounds; an increased like-
lihood of toxic events was found for less polar, more lipophilic compounds. This trend held across a wide
range of types of toxicity and across a broad swath of chemical space.
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Recent high-profile withdrawals of marketed drugs have high-
lighted both the importance and the difficulty for the pharmaceu-
tical industry of developing safe drugs. Even prior to marketing,
failure of drug candidates due to safety-related concerns repre-
sents a major cost to the industry, accounting for approximately
30% of clinical attrition in 2000.! The preclinical cost is perhaps
even more significant as safety screening is often the final hurdle
in the drug discovery pipeline prior to entry into the clinic, and
few effective strategies for avoiding toxicity exist to guide medic-
inal chemistry design programs before that point.?> Structure-tox-
icity relationships and in silico models for toxicity, where sufficient
data exist to build them, are generally either focused on a narrow
type of toxicity or are applicable to a small subset of chemical
space. For example, predictive models can be built for binding to
the hERG channel, which is associated with QT prolongation,*
and in silico filters have been developed for small numbers of spe-
cific chemical substructures associated with toxicity.’

The difficulty in developing predictive molecular models for
toxicity comes about because of the diversity of mechanisms that
give rise to toxic outcomes. These mechanisms can be grouped into
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four broad classes according to the causative molecular features or
activities: (1) the primary pharmacology or mechanism of action of
the molecule under study, (2) the secondary pharmacology of the
molecule, (3) the presence of a well-defined structural fragment
or toxicophore in the molecule, and (4) the overall physicochemi-
cal properties of the molecule.® From a molecular design perspec-
tive, little can be done at the outset of a drug discovery project to
address toxicity arising from primary pharmacology. Extensive
experimentation is often required to establish a clear link between
a mechanism of action and a particular toxicity, and this will usu-
ally not have been completed at that point. An example of this is
the link between PDE4 inhibition and emesis in animals’ and
humans.® Useful information is emerging about the second and
third classes of toxicity, including associations between secondary
pharmacology® or defined structural fragments (toxicophores or
structural alerts) and adverse outcomes.'®!! For these classes of
toxicity, and explicitly for the fourth class, it is reasonable to ex-
pect that some general physicochemical trends might be found
that would be useful in guiding molecular design decisions by
medicinal chemistry project teams toward safer regions of chemi-
cal space.

Animal in vivo toleration (IVT) studies are utilized in the pre-
clinical drug development process when candidate compounds
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have been synthesized that have desirable levels of potency for the
target of interest and acceptable pharmacokinetic parameters.
These studies have the advantage of being agnostic with regard
to the details of the mechanism of toxicity. With a single study,
the likelihood of seeing an adverse event in any particular organ
can be ascertained, regardless of whether the toxicity is com-
pound-based or pharmacology-based, either primary or secondary.
Since these are usually the first experiments in which a compound
will have been tested in an in vivo toxicology setting, little optimi-
zation for safety will have been done beyond avoidance of well-
known liabilities. Therefore, these experiments provide a unique
opportunity to extract unbiased physicochemical property-toxic-
ity associations. Overall physicochemical properties of drugs have
been associated with bioavailability, for example with the well-
known ‘Rule of Five’.!2 However, to our knowledge, little has been
done to examine possible correlations between compound physi-
cochemical properties and in vivo adverse outcomes. Toward this
end, we collected data from in-house animal toxicity and exposure
studies performed on potential drug candidates at Pfizer over the
past five years. We assessed the likelihood of observing an adverse
outcome in these studies as a function of a broad set of physico-
chemical properties. Additionally, for the subset of compounds
for which we had adequate screening data, we assessed whether
promiscuous secondary pharmacology could be linked to a propen-
sity for toxicity.

All in vivo toleration (IVT) studies that were performed in rats
or dogs at Pfizer over five years (2002-2006) and for which corre-
sponding summary pharmacokinetic exposure data (Cyax and AUC)
could be found were included in this analysis. These studies typi-
cally involved dose escalation over 3 or more dose levels and had
a duration of 4 days or longer. No distinction was made regarding
the sex of the animals assessed in the studies; roughly 60% in-
volved males only, 30% both, and 10% female only. All routes of
administration were included although most compounds were or-
ally dosed (98%). The list of organs evaluated, histopathology end-
points, and signs and symptoms monitored differed across studies
depending upon the program needs at the time; however, a com-
mon core group of evaluations was available for most compounds
studied. A database of 245 compounds was built containing the
compound structures, the measured and calculated properties,
and the primary pharmacology characteristics of each compound.
In cases where the primary pharmacology of the compound had
a well-known correlate with a particular adverse in vivo outcome,
these compounds were included in the data set but the particular
outcomes known to be linked to the primary pharmacology of
the compound in question were not included as part of the
analysis.

For the results of this analysis to be broadly applicable, it is
imperative that the set of compounds be diverse and representa-
tive of pharmacological chemical space. Figure 1 shows the molec-
ular property distribution of the IVT compound data set (colored in
red) compared to that for a selection of compounds (colored in
blue) taken from a diverse subset of the Pfizer file chosen for its
coverage of chemical space. While the property distributions of
these two sets of compounds are clearly not identical, there is good
overall coverage of MW-ClogP-total polar surface area (TPSA)
property space by the IVT compounds. Approximately 50% of the
compounds are basic, 40% are neutral, and 10% are acidic.

Given the exposure data and the toxicity determination for each
dose in a given IVT study, the intrinsic toxicity of the compound
was determined by assessing toxicity at a specific exposure thresh-
old. Within the data set it was interesting to see a close, linear rela-
tionship between Cpax and AUC so Cihax Was selected as the single
parameter to represent exposure in the subsequent analysis. Since
we have data for only a discrete number of doses for each study,
we make the assumption that a toxic outcome at a given exposure
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Figure 1. The comparison of the ivt data set with the distribution from a diverse
subset selected from the Pfizer file.

implies that the same toxicity would be observed at any higher
exposure, and conversely that any clean exposure implies that no
toxicity would be found at any lower exposure level. In this way,
the data from an IVT study can be used to label each point in the
exposure spectrum as toxic, clean, or uncertain, Figure 2.

The particular exposure threshold for this study was then se-
lected to give a balance of toxic and clean classifications. If the
threshold is set too high more compounds will be found with sig-
nificant findings and vice versa. Scanning through different values
for the exposure threshold, we selected 10 UM Cp,.x (total drug) as
a pragmatic endpoint, Figure 3. Only about 20% of the compounds
are classified as uncertain using this threshold.

The analysis was performed in parallel using both free-drug and
total-drug exposure. The free-drug levels were calculated using
plasma protein binding (PPB) measurements from a separate in
vitro binding assay. The free-drug data set was smaller due to lack
of historical data and unavailability of material for 28% of the com-
pounds. Applying the approach described above to determine the
appropriate exposure threshold results in a value of 1 uM free-
drug. This 1 puM threshold is consistent with the pharmacological
profile of many drug candidates. If a typical compound has
10 nM affinity (K;) for its primary target, assuming a 3x K; free-
drug level for >75% receptor occupancy (for antagonist pharmacol-
ogy),'? then approximately 30 nM free-drug concentration would
be required for efficacy. A compound clean at 1 uM free-drug con-
centration would exceed a 30-fold in vivo safety margin, often con-
sidered to be adequate.

Very little variation in the results was seen for different organ
groupings; there was an increase in the relative importance of
measures of basicity for both kidney and lung. The most significant
descriptors using a total-drug-based threshold were measures of
polarity, led by TPSA. When a free-drug-based threshold was used,
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